Digitalis purpurea, C ardenolide, Digitoxin, Biosynthesis, 3ß-Hydroxy-5ß-pregn-8(14)-en-20-one Labelled 3ß-hydroxy-5ß-pregnan-20-one was incorporated by Digitalis purpurea plants into digitoxin while 3ß-hydroxy-5ß-pregn-8(14)-en-20-one was not. This result excluded the interm edi ary role of the latter com pound as precursor of cardenolides in the m entioned plant.
It has been known for several years that the biosynthesis of cardenolides in plants of the genus D igitalis proceedes through the pathway cholesterolpregnenolone-progesterone-cardenolide (e.g., digitoxigenin, lb ) . An unsolved problem of car denolide biosynthesis is the mechanism of the intro duction o f the 14ß-hydroxy group which despite sev eral studies [ [9] . A fter different times digitoxin ( la ) was isolated as already reported, hydrolyzed to digitoxi genin ( lb ) and assayed for radioactivity [9] , The re sults are summarized in Table I Table I ) the plants were harvested, the leaves were washed with E tO H , and the washings were concd, analysed by TLC and measured for radioactivity. In all cases the Incorporation is defined as the total radioactivity present in the isolated glycoside divided by the total radioactivity absorbed by the plant.
1a, R = s u g a r 1b, R = H recovered radioactivity corresponded to the adminis tered tracer. The leaves were ground with sand and extracted with boiling EtO H ( 6 x 1 5 m l). The solvent was evaporated, the residue was redissolved in EtO H (1 ml) containing pure digitoxin (4 mg) and evapo rated again. Isolation of the glycoside was performed by prep. TLC (CH Cl3-E t O H 93:7). The isolated di gitoxin was diluted with authentic material (50 mg) and recrystallized from EtO H -w ater to constant specific activity.
H ydrolysis o f digitoxin to digitoxigenin. In a typical experim ent labelled digitoxin (25 mg) was dissolved in M eO H (10 m l), conc. H 2S 0 4 (0.03 ml) was added and the soln was refluxed under N 2 for 20 min. The mixture was worked-up as described [13] and the di gitoxigenin was recrystallized from EtOH-water to constant specific activity.
